. Repression of a transgene located near the telomere of chromosome III is independent of pyrimidine metabolism as integration of the AfpyroA gene results in a similar phenotype. When grown on GMM, TSM11-3 has a growth defect compared to the control strain (TSM3-1) and the small colony phenotype is remedied on GMM supplemented with pyridoxine. Fig. S2 . RNA was extracted from a wild-type strain of A. nidulans (RDIT9.32) at various times through different stages of development. GMM medium was used for all growth conditions: vegetative growth was conducted in liquid shaking culture (37 C, 250 r.p.m.), asexual development was induced by transferring vegetative mycelia from a 24 h liquid shake culture to solid media and incubated in constant light, and sexual development was induced in the same fashion except for subsequent incubation in constant darkness. Northern analysis was conducted by loading 10 μg total RNA from different developmental stages and the key asexual developmental regulator (brlA), a sexual development related mutanase (mutA) and actin were used as controls. We were unable to detect transcript of AN5091 under these conditions.
Fig. S3
. Supplementation of pyridoxine at low concentrations results in a pyroA4 mutant that is unable to produce ascospores as well as reduced radial growth compared to normal levels of pyridoxine supplementation. The sexual cycle of RJMP1.59 (pyrG89 pyroA4) was induced on media containing different amounts of pyridoxine (0.25, 0.5, 1.0 and 5.0 μM). Pyridoxine is normally supplemented at 5.0 μM and at this concentration a pyroA4 mutant produces wild-type levels of ascospores. However, at suboptimal concentrations of pyridoxine ascospores are no longer produced. Thus we were able to recapitulate the phenotypes observed when the AfpyroA transgene is repressed by TPE, indicating that the phenotypes observed in AN5092 strains are a result of nutrient deficiency. 
